Compensation 


2021-10-06 


Workflow Overview 
Every fluorochrome has a unique excitation and emission spectra. When used in combination, 
overlap of the emission spectra may occur. 

Compensation is a mathematical operation to subtract the spectral overlap of given 
fluorochrome(s) into secondary detector(s). 

Compensation controls must include: 


¢ Parental/Unstained (unlabeled cells/beads without any conjugated antibody, dye, or fluorescent 
protein) 


¢ Single color (one for each fluorochrome used in the experiment. Do not add viability dye to each 

one. Bring one control just for the viability dye) 

Compensation Wizard 
The compensation wizard is an automated workflow to calculate a spillover matrix. An 
unstained control tube and each single-color stained control tube will be required 

a) Create a [New Experiment] > See SONY SH800 Creating an Experiment 


6 On the [New Experiment Startup Procedure] window, 
select [Start compensation Wizard]. The following RARE from bank template Please select fom the options below nd cick [OK 
message appears: "The compensation wizard will guide 
you through the steps of creating a spillover matrix. 
Please prepare negative control tube and each single 


stained tubes." Click [Next] button 
Note: Never perform manual compensation. 


New Experiment Startup Procedure 


3) Follow the on-screen prompts to start compensation matrix calculation. 
@ Adjust sample pressure accordingly to be under the threshold limit.» see @RG SONY Sample Preparation 


6 Load the unstained control tube highlighted in the wizard, followed by [Start]. 
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Detector & Threshold Settings 


6] Open [Detector & Threshold Setting] and modify the FSC and BSC gains (a) |, 
to have all cell population(s) in scale. Channel 


@ Adjust the threshold level to eliminate small debris and background noise 
without compromising the cell population of interest. 


rs } Adjust the gate on the [All Events] plot to include the cells of interest. 


ro ) Use [Detector & Threshold Setting] to adjust the gains according to the 
optimal gains (b). Load the brightest fully stained sample and ensure data 


is on scale. Adjust the gains if necessary. 


Note: single-color controls must be run at the same fluorescent detector gains. FSC/BSC 
gain changes will NOT impact compensation. 


® Unload the fully stained sample. Wash the probe to avoid cross 
contamination by going to [Cytometer] tab> [Probe wash] 


® Load and record the unstained sample. Confirm the scatter gate position 
and ensure the gates on histograms include the entire negative 
population. Click [Next] to continue. 


(12) Load the single-color tube shown in the wizard and select [Start] button to acquire the tube 


® Verify that there is fluorescence signal. Record at least 5000 events when using 


compensation beads and 20,000 events when using cells. 
Note: if the positive population is rare, be sure to record at least 500 events in the positive gate. 


@ Record every tube the compensation wizard requires. Check that data acquisition 
has started before clicking [Record]. Adjust the gate as shown in the wizard. Click [Next]. 


f15) Once the Compensation Wizard is done click [Calculate Matrix] on the [Compensation] tab. 


y Sil> Worksheet Tools Plot Tools 
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Compensation Show 
Wizard Matrix] Matrix | Compensation | Compensation 


© The compensation matrix is shown. Check the box [Use Negative Value for Compensation] if 
the controls are the same cell type/have the same autofluorescence as the real target 
sample. 


@ Click [Calculate]. Click [Close] 

® Click [Finish] to close the [Compensation Wizard]. 
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